[Abstract] The enzyme Activation induced deaminase (AID) underpins antibody affinity maturation and isotype switching through its mutagenic activity of deaminating deoxycytidine to deoxyuridine in DNA. Subsequent processing of the deoxyuridine initiates the processes of somatic hypermutation (SHM) and class switch recombination (CSR) in B cells.
1. For each construct, mix 50 ng DNA with 50 μl competent BW310 in a sterile 1.5 ml Eppendorf tube.
2. Incubate tube on ice for 30 min.
3. Heat shock for 45 sec at 42 °C in a water bath. 4 . Return tube to ice for 5 min. The LB ampicillin plate will provide the viable CFU/ml (NV) and the LB rifampicin plate will provide the mutant CFU/ml (NM) variants.
Recipes
Note: Media must be autoclaved after preparation and kept sterile. The expected efficiency is ~40-90%, depending on the construct.
E. Sorting
Note: Work in sterile conditions. 2. When cells get confluent (3-4 days after isolating the clones), add 1 ml DT40 media to each well.
3. Dilute 1:2 by carefully resuspending the cells using a P1000 and swirling around. The following procedure is for amplifying and sequencing the IgVL region from each DT40
subpopulation. If no phenotypic selections are applied, many sequences will be unmutated.
The number of mutations over the total number of bases sequenced will provide an accurate estimation of the mutation frequency. However, obtaining sufficient (>50)
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